Colony size after transformation with self-targeting CRISPR systems. The pCRRNA plasmid carrying different spacers was transformed in MG1655 cells expressing Cas9 constitutively from plasmid pCas9. Cells were plated on selective medium and colony diameter was quantified after 16H of incubation at 37°C using the ImageJ software. A minimum of 50 colonies were counted for each individual transformation.
Supplementary Figure 3:
Sequencing of lacZ after HDR in the presence of plasmid pLCX. Colonies recovered after transformation of pCas9::lacZ2 in MG1655 cells carrying plasmid pLCX were isolated and the lacZ gene sequenced. The point mutation from the pLCX template is highlighted in red in the LacZ Mut line. 6 colonies were analysed and showed identical sequences.
Supplementary Figure 4:
SOS activation by Cas9 cleavage of the lacZ1 target with or without anhydrotetracyclin (aTc) induction. The pZA31-sulA-GFP plasmid was used to monitor SOS induction after pCRRNA::Ø or pCRRNA::lacZ1 transformation in LC-E03 cells expressing cas9 under the control of a ptet promoter in the chromosome (see Supplementary Table 4 ). Cells were grown to an OD of 0.4 and 1 uM aTc was added. GFP fluorescence was measured 2H after induction. The strong GFP signal measured in the absence of aTc indicates that the ptet promoter controlling Cas9 is leaky.
Supplementary Figure 5:
Cas9-mediated killing in a sulA knockout strain. The pCas9 plasmid carrying spacer lacZ2 or a control spacer less plasmid were electroporated into strains MG1655 and MG1655 sulA-. CFU numbers are reported (mean ± s.d., n≥3).
Supplementary Figure 6:
Restreak of colonies after transformation with pCRRNA:lacZ1. E.coli strain MG1655 containing plasmid pCas9 was transform with pCRRNA::lacZ1. Four small blue colonies were restreaked on an LB-agar plate (with antibiotics, IPTG and X-gal). Sectors number 1 to 4 indicate four different colonies. MG1655 and MG1656 cells were used as controls for blue and white screening respectively.
Supplementary Figure 7:
Typical PCR analysis of a deletion mutant. Primers were used to amplify around the left recombination point (L, primers LC154/LC155), the right recombination point (R, primers LC153/LC80) and across the deletion (LR, primers LC154/LC80). Lanes 1 to 3 show the wild-type strain and lanes 4 to 6 show the deletion mutant number 5 (see Suplementary Table 4 
